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PGR of pT0021 with XhoF & BamHNR 



XhpF - 5'-AATT CI£QAaTAAAATAACAT-y 
Xhol 



1 



Hindlll 



AAATCAGGTGACTGT TCtAOA A A AOCAGGC GGATCCCG - BamHNR 
Stop of RES BamHI 



arsR 



Digestion with 
XhoI&BamHl 



Ligation 



Xhol 



c:;i 



MoSihed between stop 

of e^to BamHI 
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a 



[iJ 
CO 



BamHI 




PCR of pT0021 with LucFFB & LucFFH 

LucFFB - 5'- CGGGArCCAIQAGGGGTTCCGAAGACG 

Start of Original BamHI 



BamHI 



LucFF was modified 



Hindlll 



Digestion with 
BamHlSc Hindlll 



GAAAGTCCAAATTGIMGCTTOGG - LucFFH 
Stop of ffi^jlj 
LucFF 



J 



Ligation 



Xhol 



BamHI 



Modified in the 
vicinity of BamHI 

Cloning site for ORFs: 
BamHI & Hindlll 

No additional codons 
in the induced protein 



P arsR 

dCQAQ- UTG[ iTGAl GAAAAGGAGQCGGAICC lATGj 

Xhol RBS BamHI 




Hindlll 



LucFF 



- ffAAl flCTT 
HindlU 



Hindlll 



BamHl 



ORF 



Digestion with 
BamHl & 5a/I 



Digestion with 
BamHl & SaR 




Sail 
Hindlll 

Hindlll 



Verification of pTHA/ORF clones 
by PGR and sequencing 



A) Functional assay on semi-solid support media 

Frozen stock of phage 77 pTHA/ORF S. aureus RN4220 transformants 

1: 10 and 1: 100 dilution in saline solution 
5 ^il of 1:10 dilution 3 jil of 1:10 and 1:100 dilution 



Streak onto agar plates containing 
0. 2.5, 5. and 7.5 nM NaAs02 



Spot onto agar plates containing 
0, 2.5, 5. and 7.5 yM NaAs02 



0/N,37^C 

Compare bacterial growth on plates with and without NaAs02 



B) Functional assay in liquid medium 

0/N culture inoculated from frozen stock of 

phage 77 pTHA/ORF S. aureus RN4220 transformants 

1: 100 dilution of 0/N culture 

j 2h,37X.25rpm 

Fresh culture 
I 150^1 

2.5 ml containing 0 and 5 \iM NaAs02 
\ 3.5h,37**C,250ipm 




Measure OD555 1: 10 serial dilution from 10'^ to 10"" 

j 20 ^l of 10-^ to 10-^ 

Spot onto agar plate 

j 0/N,37*»C 

Count colonies 
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